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Supplementary Figure 1 NF-κB activation of wild-type OcNOD2, OcNOD2Δloop, and OcNOD2 SER induced by MDP. Luciferase activity was measured by NF-κB-dependent luciferase reporter assay using HEK293T cells co-expressing rabbit NOD2 and human SLC15A3. MDP was used at 10 μg and 1 μg, and L18-MDP was used at 1 μg. Data represent the mean fold induction of NF-κB activity (n=3, +SD). Elution Volume (ml)
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Supplementary Figure 3 
Supplementary Figure 3. Gel filtration chromatography of recombinant OcNOD2
Gel filtration chromatography of OcNOD2ΔCARD, OcNOD2ΔCARDΔloop, OcNOD2ΔCARD SER , and fulllength OcNOD2 was conducted using Superdex 200 Increase 5/150 GL column (GE Healthcare) with running buffer containing 10 mM Tris-HCl (pH 8.0), 0.5 M NaCl, 10% glycerol, and 1 mM DTT. The molecular weight of NOD2 proteins was calculated based on the standard curve generated by elution volumes of molecular weight standards: apoferritin (440 kDa), β-amylase (200 kDa), alcohol dehydrogenase (150 kDa), bovine serum albumin (67 kDa), carbonic anhydrase (29 kDa), and cytochrome c (12 kDa). The densities were contoured for the overall architecture (top) and LRR region (bottom) at the 1.0σ and 1.5σ levels in the 2Fo-Fc map, respectively. The model was constructed by superimposing the OcNOD2 structure onto the CED4 octamers (PDB code 3LQQ) (a) and NLRC4-NAIP2 inflammasome (PDB code 3JBL) (b) using the NBD domain as reference. NOD2 is colored in pink and other molecules are colored in grey in the left panel. The three adjacent protomers of NOD2 are shown in a magnified view in the right panel. The middle protomer is colored in pink (NBD) and purple (HD1) and the rest of the protomers are colored in light colors. CDrelated mutations in the NBD domain are shown as green spheres in the middle protomer and as lightgreen spheres in the adjacent protomers. No severe steric clash would occur in the assembly of NOD2 when we superposed two molecules of OcNOD2 with both protomers of a lateral CED-4 dimers. Superposition with active NLRC4 with a higher order of oligomerization (11mer) resulted in a much closer distance between the two LRR domains of a lateral NOD2 dimer, but LRR domains of two adjacent NOD2 molecules did not clash each other.
